MTT assay
Cell proliferation was determined using the MTT assay. Cells were seeded in 96-well tissue culture plates at 20 × 10 3 cells/well. After OTX015 or JQ1 exposure (from 0.9 nM to 6 µM) for 72 h, cells were incubated with 0.4 mg/ml MTT for 4 h at 37°C. The cell pellet was then resuspended in 0.1 mL DMSO, and absorbance was measured at 560 nm using a microplate reader MultiSKan EX (Thermo Scientific). 0.1% DMSO was used as a negative control after establishing that it did not affect cell proliferation (data not shown). Drug potency was determined as the drug concentration at which cell proliferation is reduced by half (GI 50 ) and drug efficacy (E max ) as the percentage of cell proliferation at the highest OTX015 dose administered (6 µM), calculated with the equation for sigmoidal dose response using Prism 5.00 for MS Windows software (Graph Pad Software). Results are expressed as the mean and 95% confidence interval (95% CI) of at least three independent experiments performed in triplicate, unless otherwise indicated.
Real-time reverse transcriptase PCR
A total of 2 × 10 6 cells or ~10 mg of tumor samples were lysed in RTL buffer (Qiagen) and RNA was extracted using 70% ethanol and eluted using an RNeasy Mini spin column. Purity was determined using NanoDrop (NanoDrop Technologies). Reverse transcription was performed using a High Capacity cDNA Reverse Transcription Kit (Invitrogen, Fisher Scientific), and quantitative RT-PCR (qPCR) using FastStart Universal SYBR Green Master (Roche Diagnostics) according to the manufacturer's instructions. Primers were designed for BRD2, BRD3, BRD4, CDKN1A, BCL2, HIST2H2BE, HIST2H4A, HIST1H2BK, HIST1H2BJ, SESN3, HEXIM1, MTHFD1L, MYC, MYCN, CD44, CD24, CD133, EpCAM, Musashi-1, NANOG, OCT4, HPRT1, and GAPDH (Supplementary Table S1 ). In brief, FastStart Universal SYBR Green Master Mix (ROX) and nucleasefree water was added to cDNA (10 ng) in a 96-well PCR microplate. Cycles were 10 min at 95°C, then 40 cycles of 15 s at 95°C, then 60 s at 60°C, then a final cycle of 15 s at 95°C followed by 15 s at 60°C and 15 s at 95°C using a Mastercycler ep realplex 2 (Eppendorf). Relative quantification of gene expression was determined using the geometric mean method, normalizing target gene expression to two reference housekeeping genes (GAPDH and HRPT1).
Western blotting
Cells were solubilized in RIPA Lysis Buffer supplemented with protease and phosphatase inhibitors (Callbiochem, Merck KGaA). Lysates (20 μg) were fractionated by SDS-PAGE using Mini-Protean TGX 4-15% then transferred to a nitrocellulose membrane using a Trans-blot Turbo Starter system (BIO-RAD). Membranes were blocked for 1 h with 5% nonfat dry milk in TBS-T (0.05% Tween) then incubated with primary antibody in 5% nonfat dry milk in TBS-T overnight. Antibodies BRD2 (ab139690)and BRD3 (ab56342) were obtained from Abcam, N-MYC antibody (sc-53993) was obtained from Santa Cruz Biotechnology, and C-MYC (#5605), BCL2 (#2870), p21 Waf1/Cip1 (#2947), p-tyr705STAT3 (#9145), horseradish peroxidase (HRP)-conjugated anti-rabbit IgG (#7074) and anti-mouse IgG (#7076) were obtained from Cell Signaling. β-actin (#3700) was used as a loading control. Proteins were visualized using the SuperSignal West Pico Chemiluminescent Substrate ECLplus Western Blotting Detection Kit (Thermo Scientific), captured on a Chemi-Smart 2000 detection device and analyzed using Bio-Profil software (Vilber Lourmat).
Statistical analysis
Results are expressed as mean ± standard deviation (SD) of at least three independent experiments. Statistical analysis was performed by one-way ANOVA followed by Dunnett's Multiple Comparison Test, Student-NewmanKeuls test or by two-way ANOVA followed by Bonferroni, posteriori test employing Prism 5.00 for MS Windows. For the correlation studies, the strength of the linear association between two variables was quantified using the correlation coefficient r; r² represents the square of the correlation coefficient in linear regression.
